Plasmid DNA sequencing using highly degenerate oligonucleotides as primers Manfred Konrad Max-Planck-lnstitute for Biophysical Chemistry, Department of Molecular Genetics, PO Box 2841, D-3400 Gbttingen, FRG Submitted July 19, 1990 Sequencing double-stranded DNA templates has become an efficient procedure (1) being much less time-consuming than the preparation and subsequent sequencing of inserts in phage singlestranded DNA. The ability to use highly degenerate oligonucleotides instead of sequence-specific primers would make this method even more powerful for the rapid sequencing of DNA that codes for a protein for which amino acid sequence information is already available. Here I report the applicability -0 of this method, using oligonucleotides of almost 1000-fold degeneracy (i.e. only one out of a mixture of 1000 oligomers has the correct base sequence) at appropriate primer:template ratios, to directly start sequencing within the gene coding for S. cerevisiae guanylate kinase, designated GUKI, whose amino acid sequence has recently been published (2) .
Two mixed oligonucleotide probes were prepared which corresponded to the amino acid sequence from position 61 (Fig. 1) . Cumbersome subcloning could thus be avoided and sequence information of 3 the protein coding region became directly available allowing for the immediate synthesis of specific primers. 0 ACKNOWLEDGEMENT I thank H.P. Geithe for providing oligonucleotides.
